Background: Infarct heterogeneity, as assessed by determination of the peri-infarct zone (PIZ) by cardiac magnetic resonance imaging, has been shown to be an independent predictor for the development of cardiac arrhythmias and mortality post myocardial infarction (MI). The temporal evolution of the PIZ post MI is currently unknown. Thus, the main objective of our study was to describe the temporal evolution of the PIZ over a 6 month time period in contemporarily managed ST elevation myocardial infarction (STEMI) patients. Further, given the poor prognosis associated with microvascular obstruction (MVO) post STEMI, we sought to compare the temporal evolution of the PIZ in patients with and without MVO. We hypothesized that patients with MVO would show a relative persistence of PIZ over time when compared to those without MVO. Methods: Twenty-one patients post primary percutaneous coronary intervention were enrolled and treated with evidence based therapy. Each patient had three cardiac MRI scans at 48 h, 3 weeks and 6 months post infarction. Repeated Measures Analysis of Variance (ANOVA) was used to assess the evolution of core infarct size and peri-infarct zone size across the three time frames. Results: The patients in this study were predominantly male, with~40 % LAD territory infarction and a mean LVEF of 46 ± 7 %. Core infarct size and PIZ size both decreased significantly across the three time frames. The presence of microvascular obstruction (MVO), a known adverse prognostic factor, influenced PIZ size. Both patients with and without MVO had a significant reduction in core infarct size over time. Patients with MVO did not have a significant change in PIZ size over time (11.9 ± 6.8 %, 12.2 ± 7.5 %, 10.7 ± 6.6 % p = 0.77). In contrast, non-MVO patients did have a significant decrease in PIZ size over time (7.0 ± 5.5 %, 7.1 ± 6.5 %, 2.7 ± 2.6 %, p = 0.01). Conclusions: Peri-infarct zone size, like core infarct size, varies depending upon the timing of measurement. Patients with MVO displayed a persistence of the PIZ over time.
Background
Cardiac magnetic resonance (CMR) imaging is considered the gold standard in the assessment of left ventricular structure and function [1, 2] . However, CMR's major advantage over other imaging modalities lies in its ability to accurately detect altered tissue composition, referred to as tissue characterization. The ability of CMR to assess altered tissue composition has led to the identification of tissue signatures that predict adverse outcomes. One such measure is referred to as the peri-infarct zone (PIZ) or 'gray zone' , which represents an area of infarct heterogeneity and has been shown to both correlate with cardiac arrhythmias and to be an independent predictor of post MI mortality [3] [4] [5] [6] . Histological studies demonstrate that this zone consists of distorted bundles of surviving myocytes interweaved with extracellular matrix creating an arrhythmogenic substrate [7, 8] . The assessment of core infarct size (CIS) in the early period following myocardial infarction using late gadolinium enhancement (LGE) CMR may be misleading as the combination of necrosis/apoptosis and edema can lead to infarct size overestimation. As a result, it is suggested that LGE-CMR be performed greater than 48 h following acute myocardial infarction in order to accurately assess infarct size. Given that infarct size changes post myocardial infarction, in a temporal manner, we sought to compare the evolution of the heterogeneous periinfarct zone in contemporarily managed ST elevation myocardial infarction (STEMI) patients across three time points -at 48 h post reperfusion, at 3 weeks and at 6 months following the index event, in order to better elucidate the variability of this measurement. Furthermore, multiple studies have linked the presence of MRI determined microvascular obstruction (MVO) with a poor clinical prognosis post STEMI [9] [10] [11] [12] [13] . We therefore sought to compare the temporal evolution of the PIZ in patients with and without MVO. We hypothesized that patients with MVO would show a relative persistence of PIZ over time when compared to those without MVO.
Methods

Study population
Twenty-one patients who presented to Sunnybrook Health Sciences Centre with STEMI were prospectively enrolled in our study between the years 2009-2011. Consent was obtained from all patients. The main inclusion criteria was patients who had met the diagnosis of STEMI. Exclusion criteria included failure to provide consent, significant arrhythmias, severe renal impairment (GFR <30 mL/min) as well as contraindications to CMR imaging such as implantable cardioverterdefibrillators and pacemakers. Six patients who had initially agreed to participate in the study dropped out (not included in the 21 patients mentioned above). Of these, 3/6 dropped out due to claustrophobia, two patients were lost to follow up and one decided not to continue with the study after his first scan. All patients underwent primary percutaneous coronary intervention (primary PCI) of the culprit coronary vessel. Further, all 21 patients received standard of care post STEMI medications including dual anti-platelet therapy, a statin and a beta-blocker. The study was approved by the ethics review board of Sunnybrook Health Sciences Centre.
CMR acquisition protocol
Each patient was imaged at three time points: 48 h, 3 weeks, and 6 months post STEMI. Studies were performed on a 1.5-T clinical scanner (Signa Twinspeed HDx; GE Healthcare, Waukesha, WI) with image acquisition performed using electrocardiographic triggering and breath holds at end-expiration. Cardiac function was determined using contiguous short axis slices covering the left ventricle acquired with a standard SSFP (GE FIESTA) sequence with the following parameters: echo time = 1.6 ms, flip angle = 45°, acquisition matrix = 256 × 192, bandwidth = 125 kHz, and 20 cardiac phases per slice. An inversion recovery gradient echo T1-weighted sequence was used to assess for late gadolinium enhancement with the following parameters: TR = 5.5 msec, TE = 2.5 msec, FOV = 350 × 350 mm, matrix 192 × 128. The inversion time was manually adjusted to null signal from normal myocardium and short-axis images were obtained 10 min after intravenous administration of gadolinium-diethylene triamine pentaacetic acid (0.2 mmol/kg; Gadovist, Bayer Healthcare, Wayne, NJ) [14] [15] [16] [17] .
CMR image analysis
Core infarct size, peri-infarct zone size and MVO were quantified from contrast-enhanced T1-weighted images utilizing the previously described full-width-half-maximum technique [14, 18, 19] . The algorithm was implemented using custom-written scripts developed in MATLAB (The Mathworks, Natick, MA). Specifically, the infarct core was defined as myocardium with signal intensity >50 % of the maximal myocardial signal intensity. A region of interest was then drawn in the remote myocardium (remote from the infarcted territory). Peri-infarct zone was subsequently defined as the myocardium with signal intensity > peak remote signal intensity but <50 % of the maximal signal intensity in the infarct core as described by Schmidt et al. [18] . MVO was identified as a region of hypoenhancement within the region of the hyperenhanced infarct on late gadolinium enhancement images and was manually traced. It was added to the core infarct size. Both core infarct size and peri-infarct zone were quantified as a percentage of LV mass. T2 quantification was performed using a previously described free-breathing cardiac-gated spiral imaging sequence with T2 preparation. 5 short axis slices were equally spaced to cover the extent of the left ventricle from apex to base. The following parameters were utilized in this sequence; echo times = 2.9, 24.3, 88.2 and 184.2 milliseconds; 12 spiral interleaves with 4096 points each (16.4 millisecond duration) yielding a 1.4 mm in-plane resolution; slice thickness = 6 mm and bandwidth = 125kH [17, 20] . 
Statistical analysis
Unpaired t-tests and chi-square tests were used to compare continuous and categorical variables between MVO and Non-MVO patients respectively. Results from these tests are displayed as means ± standard deviations (for t-tests) and as proportions (for chi-square tests). Repeated measures analysis of variance (ANOVA) was then used to compare the evolution of core infarct size and peri-infarct zone size across the three time frames. Tukey's multiple comparison test was performed to compare preselected time frames (48 h vs. 3 weeks and 3 weeks vs. 6 months). MVO is a known predictor of adverse prognosis and infarct size. We therefore assessed the evolution of the periinfarct zone, in patients with, and without MVO. In order to assess inter-observer variability in the assessment of the PIZ, a second experienced observer assessed one slice in 12 random patients (6 with MVO and 6 without) at the three time frames. This was done by calculating the Pearson correlation coefficient comparing the first and second observer. A Bland-Altman plot was also constructed comparing difference vs. average of observer 1 vs. observer 2. A p value <0.05 was considered statistically significant. Statistical analysis was done using GraphPad Prism 6.0 (GraphPad Software Inc., La Jolla, California).
Results
Twenty-one patients were enrolled post STEMI. Table 1 displays the characteristics of the patient population.
The mean age was 57 ± 10 years, 90 % of whom were male with a mean door to balloon time of 73 ± 25 min, and a peak CK of 2160 ± 1797 (IU). The mean LVEF was 46 ± 7 %. The infarcts were predominantly non-LAD territory. Approximately 38 % of the cohort was diabetic, 48 % was hypertensive, 38 % smoked and 19 % was dyslipidemic (see Table 1 ). Figure 1 demonstrates the effect of time upon core infarct and peri-infarct zone size in the entire cohort. As can be seen, both core infarct size (18.0 ± 12.7 %, 17.7 ± 13.6 %, 10.6 ± 12.4 %, p < 0.0001) and peri-infarct zone size (9.1 ± 6.5 %, 9.4 ± 7.2 %, 6.1 ± 6.1 %, p = 0.03) decreased significantly over the three time periods studied. Tukey's multiple comparison test showed that in the case of both CIS and PIZ, there was no significant difference between the 48 h and 3 week time points. However, there was a significant difference between the 3 week and 6 month time points.
Of the 21 patients in the overall study, nine had MVO and 12 did not. Patients with MVO had larger myocardial infarctions, as measured by greater elevation in peak creatine kinase (3209 ± 2123 vs. 1264 ± 906, p = 0.03) and a significantly reduced LVEF (41 ± 3 % vs. 49 ± 6,% p = 0.04) when compared to those without MVO. Otherwise, the two groups were similar with no significant differences in terms of mean age, gender, infarct territory, presence of multi-vessel coronary artery disease or rates of major cardiovascular risk factors (See Table 2 ). MVO patients also had larger core infarct sizes (as measured Fig. 2a ) and non-MVO (9.6 ± 5.8 %, 10.3 ± 7.7 %, 4.4 ± 4.3 %, p = 0.002, see Fig. 2c ) patients had a significant decrease in core infarct size over the three time frames. There was a significant reduction in peri-infarct zone size over time in the non-MVO patients (7.0 ± 5.5 %, 7.2 ± 6.5 %, 2.7 ± 2.6 %, p = 0.01, see Fig. 3c ). In contrast, the peri-infarct zone was not significantly different in patients with MVO across the three time frames (11.9 ± 6.8 %, 12.2 ± 7.5 %, 10.7 ± 6.6 %, p = 0.77, see Fig. 3a ). MVO patients had significantly elevated T2 values (in ms) in the peri-infarct zone when compared to the Non-MVO group at both 48 h (56.3 ± 6.8 vs. 48.4 ± 8.7, p = 0.04) and 3 weeks post infarct (56.5 ± 7.5 vs. 46.1 ± 7.5, p = 0.02). In contrast, there was no significant difference in T2 values in the peri-infarct zone of MVO vs. Non-MVO patients at the 6 month time frame (39.2 ± 4.7 vs. 38.0 ± 3.3, p = 0.53). When comparing T2 values in the peri-infarct zone to the remote myocardium, both MVO and Non-MVO patients showed a significant increase in T2 values at 48 h (MVO = 56.3 ± 6.8 vs. 42.7 ± 1.8, p <0.01, Non-MVO = 48.4 ± 8.7 vs. 39.2 ± 2.7, P < 0.01) and 3 weeks (MVO 56.5 ± 7.5 vs. 39.9 ± 2.4, p <0.01, Non-MVO = 46.1 ± 7.5 vs. 38.9 ± 2.1, P <0.01) but not at 6 months (MVO 39.2 ± 4.7 vs. 40.0 ± 1.1, p = 0.68 and Non-MVO = 38.0 ± 3.3 vs. 39.6 ± 1.7, p = 0.17).
Inter-observer agreement for the assessment of the PIZ was excellent (r = 0.96, R 2 = 0.93, p <0.001, see Fig. 4a ). Bland-Altman plotting of difference vs. average of observer 1 vs. observer 2 resulted in the following: Bias = 0.07 and 95 % limits of agreement were between −0.35 and 0.48 (see Fig. 4 ).
Discussion
Our study is the first to describe the evolution of the peri-infarct zone post STEMI. Our results demonstrate that peri-infarct zone, like core infarct size, varies significantly depending upon the time point at which it is measured post STEMI. We also demonstrate that MVO is associated with a relative persistence of the peri-infarct zone, whilst non-MVO patients demonstrate a significant reduction in the relative size of this zone over time.
Previous studies have shown that the peri-infarct border zone ('gray zone') is an important arrhythmogenic substrate. Roes et al., assessed 91 patients post myocardial infarction who were scheduled for ICD implantation for primary prevention purposes. They found that the extent of the peri-infarct zone was the only significant predictor of appropriate ICD therapy, both on univariate and multivariate analysis [21] . In another recently published study, Yang et al., showed that peri-infarct zone, as determined by multi-contrast late enhancement (MCLE) also predicts appropriate ICD therapy [22] . Yan et al. assessed peri-infarct zone in 144 patients who had late gadolinium enhancement on CMR in a pattern suggestive of previous myocardial infarction. Both STEMIs and NSTEMIs were included in this study.
Their multivariate analysis found that the extent of the peri-infarct zone was an independent predictor for both cardiovascular and all-cause mortality in their population [3] . Our study adds to this body of literature as it demonstrates that the relative amount of peri-infarct zone varies over time post STEMI, and suggests that further studies assessing the peri-infarct zone should account for this temporal variability.
Microvascular obstruction is a known predictor of adverse outcomes, including cardiovascular death ost myocardial infarction. Cochet at al. assessed the Fig. 3 Evolution of the peri-infarct zone in patients with and without MVO. Panel (a) represents means and standard deviations of peri-infarct zone size, expressed as a percentage of LV mass, for all patients with MVO across the three time frames. Panel (b) represents T1 weighted IR-GRE Late gadolinium enhancement images in a patient with MVO with infarct core superimposed in green and PIZ superimposed in yellow. The red represents area of no reflow or MVO. Directly underneath, a panel displaying T2 maps at the three different time frames for the same patient is displayed. The yellow arrow indicates the T2 value in the PIZ and the white arrow indicates the T2 value in the remote myocardium. Panel (c) represents means and standard deviations of peri-infarct zone size, expressed as a percentage of LV mass, for all patients without MVO across the three time frames. Panel (d) represents the T1 weighted IR-GRE Late gadolinium enhancement images in a patient without MVO with infarct core superimposed in green and PIZ superimposed in yellow. Directly underneath, a panel displaying T2 maps at the three different time frames for the same patient is displayed. The yellow arrow indicates the T2 value in the PIZ and the white arrow indicates the T2 value in the remote myocardium. Of note, the patient with MVO has higher T2 values in the PIZ when compared to the patient without MVO at 48 h and 3 weeks but not at 6 months. Further, in both patients, T2 values in the PIZ are elevated at the first two time-frames when compared to the remote myocardium. At 6 months, T2 values are similar in the PIZ and the remote myocardium in both patients. A yellow patch is noted in the septal region in the patient without MVO at 6 months that is due to artifact from patient motion prognostic significance of microvascular obstruction by cardiac magnetic resonance in 184 patients post acute myocardial infarction. CMR was performed within a week following the infarct. On univariate analysis, both core infarct size and MVO were associated with major adverse cardiac events (MACE). However, on multivariate analysis, only MVO was found to be an independent predictor of events [23] . The mechanism by which MVO leads to its poorer prognosis is currently unknown. In the era of contemporary cardiovascular care, including reperfusion therapy, cardiac arrhythmias remain an important cause of mortality post myocardial infarction [24] . Numerous studies have linked microvascular obstruction (MVO) with poor outcomes such as cardiac arrhythmias and death post myocardial infarction [4, 15, [25] [26] [27] [28] [29] . By demonstrating that patients with MVO do not see a reduction in peri-infarct zone over time post myocardial infarction, our findings provide further insight into how MVO confers poorer prognosis. Importantly, if these results are replicated in larger studies, the assessment of the peri-infarct zone may serve as a surrogate marker for risk, ultimately resulting in potential treatment implications.
The finding of increased myocardial T2, likely representing edema in the peri-infarct zone, is driven in part by a marked local inflammatory response. In keeping with this, we noted that at 6 months, during the chronic remodeling phase, T2 values in the peri-infarct zone normalize to values similar to those in the remote myocardium. Further, at 6 months, T2 values in the PIZ are similar between MVO and Non-MVO patients. Whilst the exact mechanism behind the poor prognosis observed with MVO remains unclear, we speculate that a marked early inflammatory response (as measured by T2 and edema) results in greater tissue injury and excessive replacement fibrosis. This then provides a substrate for arrhythmias and ongoing remodeling. However, this theory must be evaluated by future pre-clinical and large multi-center clinical studies to better assess mechanism and the link between evolution and size of the peri-infarct zone, MVO and downstream adverse clinical outcomes.
A recent systematic review and meta-analysis examining nine studies with a total of 4686 patients compared culprit only versus complete revascularization performed during the primary PCI procedure or during the index hospitalization in patients presenting with STEMI. The authors reported that there was no significant difference in major adverse cardiovascular events at 90 days and 1 year between the two strategies. However, there was a significant reduction in the rate of repeat revascularization at 1 year with a complete revascularization strategy [30] . In our study, a culprit only revascularization strategy was performed on the study patients. There was no significant difference in multi-vessel coronary artery disease between the MVO and non-MVO groups. Therefore, the differential effect that we reported in terms of PIZ evolution between the two groups cannot be explained by group differences in multi-vessel CAD or revascularization strategy.
There are a number of important limitations of this study. First, our study was a single center one that involved a small number of patients. Despite the small numbers, this is a unique cohort, which has undergone contemporary management and comprehensive CMR evaluation at multiple time frames, utilizing well validated CMR sequences on the same magnet, thus reducing systematic bias in the reporting of the results. Nonetheless, future larger studies will be needed in order to determine if the presence of MVO is an independent predictor for the evolution of the peri-infarct zone over time, after adjustment for other relevant clinical factors. Second, there is inherent variability in contouring the myocardium in order to calculate the PIZ. We therefore assessed inter-observer variability in the determination of the peri-infarct zone. This showed excellent inter-observer variability and was similar to results reported by other groups [31] . Third, determination of the size of the PIZ may be prone to partial volume averaging artifact from the infarct core [31] . Further, T2 values measured in the PIZ may also partially reflect this artifact. Future work using high resolution late gadolinium enhancement sequences may help address this issue.
Conclusions
Both infarct size and peri-infarct zone ('gray zone') evolve over time following STEMI. In patients with MVO, there was a lack of regression of the peri-infarct zone. 
